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Objectives: Venovenous extracorporeal gas exchange is increas-
ingly used in awake, spontaneously breathing patients as a bridge 
to lung transplantation. Limited data are available on a similar use 
of extracorporeal gas exchange in patients with acute respira-
tory distress syndrome. The aim of this study was to investigate 
the use of extracorporeal gas exchange in awake, spontaneously 
breathing sheep with healthy lungs and with acute respiratory dis-
tress syndrome and describe the interactions between the native 
lung (healthy and diseased) and the artificial lung (extracorporeal 
gas exchange) in this setting.
Design: Laboratory investigation.
Setting: Animal ICU of a governmental laboratory.
Subjects: Eleven awake, spontaneously breathing sheep on extra-
corporeal gas exchange.
Interventions: Sheep were studied before (healthy lungs) and after 
the induction of acute respiratory distress syndrome via IV injection 
of oleic acid. Six gas flow settings (1–10 L/min), resulting in differ-
ent amounts of extracorporeal Co2 removal (20–100% of total Co2 
production), were tested in each animal before and after the injury.
Measurements and Main Results: Respiratory variables and gas 
exchange were measured for every gas flow setting. Both healthy 
and injured sheep reduced minute ventilation according to the 
amount of extracorporeal Co2 removal, up to complete apnea. 
However, compared with healthy sheep, sheep with acute respi-
ratory distress syndrome presented significantly increased esoph-
ageal pressure variations (25 ± 9 vs 6 ± 3 cm H2O; p < 0.001), 
which could be reduced only with very high amounts of Co2 
removal (> 80% of total Co2 production).
Conclusions: Spontaneous ventilation of both healthy sheep and 
sheep with acute respiratory distress syndrome can be controlled 
via extracorporeal gas exchange. If this holds true in humans, extra-
corporeal gas exchange could be used in awake, spontaneously 
breathing patients with acute respiratory distress syndrome to 
support gas exchange. A deeper understanding of the pathophysi-
ology of spontaneous breathing during acute respiratory distress 
syndrome is however warranted in order to be able to propose 
extracorporeal gas exchange as a safe and valuable alternative to 
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Venovenous extracorporeal gas exchange (ECGE), also 
called “extracorporeal membrane oxygenation,” is 
increasingly used as an adjunct to mechanical ventila-

tion in patients with acute respiratory distress syndrome (ARDS) 
(1–4). Furthermore, ECGE has been successfully used in awake, 
nonintubated, spontaneously breathing patients as a bridge to 
lung transplantation (5–8) and starts to be used for the treatment 
of exacerbation of chronic obstructive pulmonary disease (9, 10).

The rationale for supporting gas exchange with ECGE 
alone, that is, without mechanical ventilation, in patients with 
ARDS is strong. Indeed, the avoidance of mechanical venti-
lation would have several advantages as it could potentially 
reduce the prevalence of ventilator-associated pneumonia 
and ventilator-induced lung injury. Furthermore, as the per-
formance of active physical therapy was shown to be feasible 
while on ECGE (7, 11, 12), the reduction in depth of sedation 
allowed by the avoidance of mechanical ventilation could favor 
its performance. Nevertheless, limited data are available on the 
use of ECGE as an alternative to mechanical ventilation for 
ARDS patients (13), that is, for patients characterized both by 
acute impairment of Co

2
 removal and severe hypoxemia.

If we consider the use of ECGE in awake, spontaneously 
breathing patients with ARDS, a new factor needs to be taken 
into account. Indeed, while the control of breathing has been 
thoroughly studied in physiological conditions and the key 
role of Co

2
 has been identified (14, 15), less is known about the 

respiratory drive of ARDS patients. It is conceivable that neural 
pathways that are silent under physiological conditions—for 
example, bronchopulmonary C-fibers and other lung recep-
tors (16, 17)—could be activated by lung edema, congestion, 
and inflammation and could influence the respiratory activity 
of patients with ARDS (18, 19).

The aim of the present work was to develop a model of awake, 
spontaneously breathing sheep on venovenous ECGE in order 
to study the interactions between the artificial and the native 
lung. We hypothesized that, in sheep with ARDS, gas exchange 
could be supported with ECGE alone and that spontaneous ven-
tilation could be controlled via ECGE similarly to healthy sheep.

MATERIALS AND METHODS
This study was approved by the U.S. Army Institute of Surgical 
Research Animal Care and Use Committee and was conducted 
in compliance with the Animal Welfare Act, the Implementing 
Animal Welfare Regulations, and in accordance with the prin-
ciples of the Guide for the Care and Use of Laboratory Animals.

Animal Preparation
Under general anesthesia, 11 mixed-breed female sheep 
(45 ± 6 kg) were tracheostomized. Catheters were placed in 

the right carotid artery and in the pulmonary artery (via left 
jugular vein). A balloon catheter (Ackrad Labs, Cooper Surgi-
cal, CT) was introduced transnasally in the esophagus (20) and 
respiratory system and lung pressure-volume (PV) curves were 
obtained, as previously described (21), starting from functional 
residual capacity. Chest CT (Toshiba Aquilion 64-slice Medical 
System, Tustin, CA) was performed (60 mAs, 120 kVp, pitch 
factor 0.85) at airway pressures of 0 and 30 cm H

2
O for lung 

quantitative analysis (Maluna 3.17, Göttingen, Germany) (22, 
23). A 23F bicaval dual-lumen catheter (Avalon Elite, Maquet, 
Rastatt, Germany) was placed via right jugular vein as previ-
ously described (24) and connected to the Cardiohelp (Car-
diohelp, Maquet, Rastatt, Germany). Blood flow (BF) through 
the membrane lung (ML) was set at 2 L/min and kept constant 
throughout the study. Activated clotting time was kept greater 
than 160 with heparin infusion. Midazolam (0.05–0.20 mg/kg/
hr) and buprenorphine (0.01 mg/kg every 4–6 hr) were admin-
istered for sedation and analgesia. For each sheep, the level of 
sedation was kept constant throughout the study.

Study: “Healthy Lungs”
Sheep were placed prone, awakened, weaned from mechani-
cal ventilation and kept, via tracheostomy, on continuous 
positive airway pressure (CPAP) of 8 cm H

2
O with Fio

2
 of 

0.5 (Evita XL, Dräger Medical, Germany). Control measure-
ments were performed once the animals were stable (on aver-
age 180 min after instrumentation). Thereafter, six different 
sweep gas flows (GFs) (range, 1–10 L/min) and therefore dif-
ferent amounts of Co

2
 removal by the ML (V

M
co

2
) were ran-

domly tested in each sheep (Table E1, Supplemental Digital 
Content 1, http://links.lww.com/CCM/A818); Fio

2
 of GF was 

set at 0.5. Each setting was maintained for 30–40 minutes, at 
the end of which measurements were performed (Data Col-
lection section). Every two steps, GF was zeroed to measure 
control conditions.

ARDS Induction and Study: “ARDS”
Once all measurements had been performed, Fio

2
 was increased 

to 1.0 and ARDS was induced via IV oleic acid (OA) injection 
(0.1–0.15 mL/kg) (25, 26) with target Pao

2
 less than 200 mm 

Hg. All GF settings were repeated in the same order of the 
“healthy study” and the same measurements were performed. 
Less time (15–20 min) was spent at 0 L/min of GF to avoid dis-
comfort for the animals.

Data Collection
Respiratory variables, esophageal pressure variations (∆P

es
), 

arterial and mixed-venous blood gases, hemodynamics, Vco
2
 

(CO
2
SMO, Novametrix, Wallingford, CT) and oxygen uptake 

(Vo
2
) of the native lung (V

L
co

2
, V

L
o

2
), and V

M
co

2
 (VMax 

Encore, Viasys, Yorba Linda, CA) were recorded for every GF 
setting; Vo

2
 of the ML (V

M
o

2
) was measured at predefined GF 

settings (Table E1, Supplemental Digital Content 1, http://
links.lww.com/CCM/A818). Pulmonary shunt fraction and 
physiologic dead space were calculated with standard equa-
tions. Blood chemistry and serum cytokines (interleukin 
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with a marked bradycardia followed by 10–15 minutes of rapid 
shallow breathing was observed in all sheep.

Description of the Study Population Without ECGE
The average lung and respiratory system PV curves of healthy 
sheep are shown in Figure 1.

Table 1 summarizes quantitative CT results before and after 
the induction of ARDS. Respiratory variables and gas exchange 
of healthy spontaneously breathing sheep and sheep with ARDS 
are reported in Table 2. All data were recorded at 2 L/min of BF 
(33% ± 9% of cardiac output) in the absence of sweep GF.

A significant increase in pulmonary pressure (16 ± 3 vs 
21 ± 6 mm Hg; p = 0.003) was observed after the induction of 
ARDS. Furthermore, a reduction in cardiac output (6.3 ± 1.1 
vs 4.6 ± 1.5 L/min; p = 0.006) and central venous (2 ± 5 vs 
–2 ± 5 mm Hg; p = 0.03) and pulmonary occlusion pressure 
(7 ± 3 vs 4 ± 4 mm Hg; p = 0.03) was recorded. These variations 
were likely due to intravascular hypovolemia induced by plasma 
leakage caused by OA (25) which explains also the increase in 
hemoglobin (9.9 ± 1.1 vs 12.0 ± 1.7 g/dL; p < 0.001) and hema-
tocrit (29.1% ± 4.3% vs 37.1% ± 4.2%; p < 0.001). A signifi-
cant reduction both in WBCs (4.1 ± 1.3 vs 1.0 ± 1.1 103/mL)  
and in plasma cytokines IL-1β, IL-8, and IL-10 (Table 3) was 
recorded.

Interactions between Native and Artificial Lung
Figure 2A shows the response in terms of reduction in min-
ute ventilation to different amounts of V

M
co

2
 (expressed as 

percentage of total Vco
2
 [V

TOT
co

2
]) of healthy sheep. A good 

correlation (r2 = 0.74; p < 0.001) was found between V
M

co
2
 

and reduction in minute ventilation. The equation of the 
overall regression (y = –3.6 + 0.94x) closely resembled the 
identity line.

Figure 2B shows the same graph for injured sheep. Also 
sheep with ARDS reduced their spontaneous breathing activ-
ity according to the amount of Co

2
 removed extracorporeally 

(y = –24.0 + 1.1x; r2 = 0.59; p < 0.001), up to complete apnea 
when V

M
co

2
 approached total metabolic Co

2
 production.

When comparing linear regressions of healthy and injured 
animals, no significant difference was observed for slopes 
(p = 0.19) while a significant difference was observed for the 
intercepts of the equations (p < 0.001).

Analysis by Categories of Extracorporeal Co2 
Removal
Experimental points were divided in three categories of V

M
co

2
 

(1–60%, 61–80%, and 81–100%, expressed as percentage of 
V

TOT
co

2
), in order to analyze, for each group, the variations in 

respiratory variables and gas exchange in response to different 

TAbLE 2. Respiratory Variables and blood Gases of Spontaneously breathing Sheep 
Without Extracorporeal Gas Exchange

Variables Healthy Acute Respiratory Distress Syndrome p

Respiratory rate (breaths/min) 24 ± 5 62 ± 27 < 0.001

Tidal volume (mL) 395 ± 121 265 ± 69 0.002

∆Pes (cm H2O) 6.1 ± 2.8 24.7 ± 8.7 < 0.001

Minute ventilation (L/min) 9.8 ± 3.6 17.0 ± 6.9 0.008

Alveolar minute ventilation (L/min) 5.7 ± 2.7 2.7 ± 1.5 0.003

Dead space fraction 0.44 ± 0.10 0.81 ± 0.10 < 0.001

Pulmonary shunt fraction 0.01 ± 0.01 0.25 ± 0.10 < 0.001

VLco2 (mL/min) 230 ± 106 145 ± 49 0.002

VLo2 (mL/min) 185 ± 63 189 ± 83 0.41

Arterial pH 7.41 ± 0.04 7.30 ± 0.08 0.002

Paco2 (mm Hg) 40.5 ± 3.9 47.0 ± 10.0 0.02

Pao2 (mm Hg) 227 ± 27 94 ± 57 < 0.001

Pao2:Fio2 ratio 454 ± 54 94 ± 57 < 0.001

Sao2 (%) 100 ± 0 90 ± 7 < 0.001

Svo2 (%) 73 ± 7 56 ± 13 0.002

Base excess (mEq/L) 1.0 ± 3.9 –3.0 ± 6.1 0.008

Lactate (mmol/L) 2.1 ± 1.5 3.4 ± 2.6 0.14

p = p value of the paired t test, ∆Pes = swing of esophageal pressure (surrogate of pleural pressure variation), dead space fraction = physiologic dead space 
fraction, shunt fraction = fraction of venous admixture, VLco2 = carbon dioxide removed through the native lung expressed in mL/min, VLo2 = oxygen consumption 
expressed in mL/min.
Fio2 was set at 0.5 for healthy sheep, while it was set at 1 after acute respiratory distress syndrome induction. Positive end-expiratory pressure was kept constant 
throughout the study at 8 cm H2O.
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amounts of V
M

co
2
. Furthermore, data obtained at 0 L/min of GF, 

that is, V
M

co
2
 of 0 mL/min (0% of V

TOT
co

2
), were added to the 

analysis (when applicable) as a separate group. Results for healthy 
and injured sheep are reported in Tables 4 and 5, respectively.

By partitioning minute ventilation into its two components, 
tidal volume and respiratory rate, a slight difference between 
healthy and injured animals was found. Indeed, both respira-
tory rate variation (Fig. 3) and tidal volume variation (Fig. 4) 
differed significantly between the two groups.

For additional results, see the online supplemental data 
(Supplemental Digital Content 1, http://links.lww.com/ 
CCM/A818).

DISCUSSION
We developed a model of awake, spontaneously breathing 
sheep on venovenous ECGE that allowed us to study the 

ventilatory response to different amounts of extracorpo-
real Co

2
 removal both in healthy sheep and in sheep with  

OA-induced ARDS.
Previous studies, performed in similar experimental settings 

in healthy, spontaneously breathing lambs and sheep (14, 15), 
demonstrated the key role of extracorporeal Co

2
 removal in the 

control of breathing. So far, however, no experimental data had 
been reported on the use of ECGE in spontaneously breathing 
animals with ARDS and on the interactions between the artifi-
cial lung and the native, diseased lung.

The response to different amounts of extracorporeal Co
2
 

removal was, in some respects, similar in healthy and diseased 
animals. Indeed, in both conditions sheep reduced minute 
ventilation progressively and accordingly to the amount of 
removed Co

2
, up to complete apnea (Fig. 2). Furthermore, the 

response of healthy sheep was very similar to previous reports 

TAbLE 3. Plasma Cytokines in Healthy Sheep and in Sheep With Acute Respiratory 
Distress Syndrome

Cytokines (ng/mL) Healthy Acute Respiratory Distress Syndrome p

IL-1β 97 ± 46 66 ± 53 0.02

Tumor necrosis factor-α 38 ± 9 39 ± 11 0.20

IL-6 263 ± 274 211 ± 217 0.12

IL-10 382 ± 229 139 ± 182 < 0.001

IL-8 216 ± 235 67 ± 92 0.008

IL = interleukin.
Measurement of plasma cytokines was performed on a subset of animals (n = 8) for technical problems related to plasma storage of the first 3 experiments. 
Comparison was performed with the paired t test. For additional details on the methodology used for cytokine analysis, see the online supplemental data 
(Supplemental Digital Content 1, http://links.lww.com/CCM/A818).

Figure 2. Correlation between extracorporeal Co2 removal and reduction in minute ventilation in healthy sheep (A) and in the same sheep with acute 
respiratory distress syndrome (b). Extracorporeal Co2 removal is expressed as percentage of total Co2 production (VTOT co2 = VMco2 + VLco2), while minute 
ventilation is expressed as percentage reduction compared to control values, that is, measured minute ventilation in the absence of extracorporeal Co2 
removal. Every symbol (combination of shape and color) represents, in both panels, experimental points recorded from the same animal. The regression 
lines refer to the overall population.
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(14, 15), with the overall regression equation being close to the 
identity line (Fig. 2A).

On the other hand, sheep with ARDS had a similar slope, but 
a significantly lower intercept (Fig. 2B). As the intercept of this 
graph represents the reduction in minute ventilation expressed 
as percentage of control (ventilation without ECGE), a nega-
tive value means that sheep with ARDS, on average, would have 
needed to breathe 20–25% more than their control ventilation 
to eliminate all metabolically produced Co

2
. Furthermore, this 

means that 20–25% of total Vco
2
 could be removed extracor-

poreally without a significant effect on minute ventilation. 
Above those values, pco

2
 and pH were normalized and sheep 

responded to increasing Co
2
 removal by reducing ventilation, 

up to apnea. However, in injured animals, the response to Co
2
 

removal was more heterogeneous, with some animals present-
ing significant spontaneous ventilation despite high amounts 
of Co

2
 unloading. This observation, which might be explained 

by the influence on spontaneous breathing of factors not 
directly linked to gas exchange (agitation, metabolic status, and 
lung receptor activity), might be of potential clinical relevance 
as it suggests that the response of individual patients could dif-
fer despite similar circumstances.

An increase in pulmonary shunt fraction was recorded in all 
animals for high amounts of extracorporeal Co

2
 removal. This 

fact, which was likely caused by pulmonary derecruitment/
atelectasis (14), might have been accentuated by high Fio

2
 in 

sheep with ARDS. Lung derecruitment might not be tolerated 
by the sickest patients; however, it is conceivable that the appli-
cation of higher levels of CPAP (27) or the use of biphasic posi-
tive airway pressure (28) could reduce/prevent its occurrence. 
Of note, injured sheep presented only moderate pulmonary 
shunt (25% ± 10%) despite the marked increase in pulmonary 
edema and the increase in poorly and nonaerated lung tissue 
(Table 1). This fact might be explained by some typical features 

TAbLE 4. Analysis by Categories of Extracorporeal Co2 Removal in Healthy Sheep

Healthy Sheep (n = 11)

Extracorporeal Co2 Removal (% of Total Vco2)

p

0% 1–60% 61–80% 81–100%

(n = 11) (n = 21) (n = 22) (n = 17)

VMco2 % (%) NA 43 ± 11a,b 70 ± 6a 91 ± 7 < 0.001

Sweep gas flow (L/min) NA 3.5 ± 3.1a,b 7.1 ± 3.7 7.3 ± 3.7 0.001

VMco2 (mL/min) NA 123 ± 61a,b 180 ± 49 175 ± 35 < 0.001

VLco2 (mL/min) 230 ± 106a,b,c 158 ± 69a,b 79 ± 32a 18 ± 17 < 0.001

VTOTco2 (mL/min) NA 281 ± 115a 258 ± 76a 193 ± 42 0.008

VLo2 (mL/min) 185 ± 64a,b 174 ± 102a 124 ± 50 96 ± 54 < 0.001

VTOTo2 (mL/min) NA 227 ± 111a 172 ± 55 145 ± 64 0.008

MV reduction (% of control) NA 36 ± 17a,b 60 ± 13a 84 ± 14 < 0.001

MVALV reduction (% of control) NA 39 ± 21a,b 65 ± 12a 90 ± 8 < 0.001

Tidal volume (mL) 395 ± 121a,b 317 ± 96a,b 231 ± 112a 84 ± 65 < 0.001

∆Pes (cm H2O) 6.1 ± 2.8a,b 5.6 ± 2.5a,b 3.2 ± 1.0 2.6 ± 2.0 < 0.001

Respiratory rate (breaths/min) 24 ± 5a 23 ± 5a 19 ± 6 11 ± 10 < 0.001

Pulmonary shunt fraction 0.01 ± 0.01a,b 0.01 ± 0.00a,b 0.03 ± 0.03 0.12 ± 0.17 < 0.001

Dead space fraction 0.44 ± 0.12a 0.46 ± 0.11a 0.52 ± 0.11a 0.76 ± 0.19 < 0.001

Pao2 (mm Hg) 227 ± 27a 229 ± 39a 214 ± 29 168 ± 64 0.001

Paco2 (mm Hg) 40.5 ± 3.9 38.1 ± 4.3 37.3 ± 4.8 36.4 ± 4.7 0.13

Arterial pH 7.41 ± 0.04 7.45 ± 0.06 7.43 ± 0.05 7.46 ± 0.05 0.07

p = p value of the one-way analysis of variance, NA = not available, VMco2 % = amount of extracorporeal Co2 removal expressed as percentage of total Vco2, 
VMco2 = absolute value of extracorporeal Co2 removal expressed in mL/min, VLco2 = Vco2 of the sheep, VTOTco2 = total Vco2, VLo2 = oxygen uptake of the sheep, 
VTOTo2 = total oxygen uptake (sheep + extracorporeal gas exchange, VMo2 did not change with gas flow and was considered constant for each sheep), MV 
reduction = reduction in minute ventilation expressed as % of control values, MVALV reduction = reduction in alveolar minute ventilation expressed as percentage 
of control values, ∆Pes = esophageal pressure swings (available in 10 animals).
ap < 0.05 vs. 81–100%.
bp < 0.05 vs. 61–80%.
cp < 0.05 vs. 1–60%.
Experimental measurements were divided into four categories of extracorporeal Co2 removal: 0%, 1–60%, 61–80%, and 81–100%, expressed as percentage 
of total metabolic Co2 production. The average value for each sheep of data obtained at 0 L/min of gas flow, that is, VMco2 of 0 mL/min (0% of VTOTco2), was used 
for analysis.
Data are expressed as mean ± sd.
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of spontaneous breathing: preserved diaphragmatic activity 
and favorable ventilation/perfusion ratio (29).

High amounts of extracorporeal Co
2
 removal were also associ-

ated to a significant increase in physiologic dead space, which was 
likely caused primarily by a relative increase in anatomic dead 
space fraction due to the reduction in tidal volume. Another pos-
sible factor contributing to the observed increase in physiologic 
dead space was the recorded increment in pulmonary shunt (30).

Another interesting finding was the analysis of the two com-
ponents of Vo

2
. On the one hand, oxygen delivery through the 

ML, that is, V
M

o
2
, was constant throughout the study phases 

(no correlation with V
M

co
2
) but increased significantly after 

ARDS induction (51 ± 18 vs 79 ± 17 mL/min; p < 0.001) due to 
increased hemoglobin concentration and reduced hemoglobin 
saturation of blood entering the ML (72% ± 8% vs 62% ± 10%; 
p < 0.001). On the other hand, a progressive and significant 

reduction in V
L
o

2
 was observed with increasing V

M
co

2
, result-

ing in a significant reduction in total oxygen consumption. The 
reduced oxygen consumption might be explained by a reduced 
respiratory muscle activity, that is, a lower cost of breath-
ing (31). As a reduction in oxygen consumption also implies 
a lower Co

2
 production, this effect could therefore potentially 

increase the relative contribution of ECGE. In our opinion, this 
“metabolic” effect of ECGE deserves attention, and its potential 
role in optimizing extracorporeal support needs to be defined, 
especially in patients supported with ECGE for longer periods.

When analyzing the relative contribution of tidal volume 
and respiratory rate to the reduction in minute ventilation due 
to Co

2
 unloading (Figs. 3 and 4), we found slightly different 

responses in healthy and injured sheep. In healthy sheep, the 
reduction in minute ventilation was caused first by a reduction 
in tidal volume and only for higher values of V

M
co

2
 also by 

TAbLE 5. Analysis by Categories of Extracorporeal Co2 Removal in Sheep With Acute 
Respiratory Distress Syndrome

Acute Respiratory Distress  
Syndrome (n = 11)

Extracorporeal Co2 Removal (% of Total Vco2)

p

0% 1–60% 61–80% 81–100%

(n = 11) (n = 12) (n = 18) (n = 31)

VMco2 % (% of total Vco2) NA 48 ± 8a,b 71 ± 7a 93 ± 7 < 0.001

Sweep gas flow (L/min) NA 2.1 ± 1.0a 5.0 ± 2.6a 8.2 ± 3.2 < 0.001

VMco2 (mL/min) NA 107 ± 32a,b 176 ± 47a 212 ± 37 < 0.001

VLco2 (mL/min) 145 ± 49a,b 116 ± 35a 71 ± 24 16 ± 17 < 0.001

VTOTco2 (mL/min) NA 223 ± 58 247 ± 61 229 ± 43 0.40

VLo2 (mL/min) 185 ± 80a 156 ± 77a 94 ± 40 75 ± 58 < 0.001

VTOTo2 (mL/min) NA 233 ± 81a 169 ± 37 151 ± 56 0.004

MV reduction (% of control) NA 32 ± 9a,b 58 ± 19a 79 ± 24 < 0.001

MVALV reduction (% of control) NA 39 ± 20a 60 ± 21a 81 ± 25 < 0.001

Tidal volume (mL) 265 ± 69a 248 ± 48a 214 ± 73a 113 ± 89 < 0.001

∆Pes (cm H2O) 24.7 ± 8.7 26.7 ± 6.1 22.8 ± 7.7 13.8 ± 11.1 0.01

Respiratory rate (breaths/min) 62 ± 27a 54 ± 26a 38 ± 24 23 ± 25 < 0.001

Pulmonary shunt fraction 0.25 ± 0.10a 0.23 ± 0.12a 0.30 ± 0.18 0.48 ± 0.29 0.005

Dead space fraction 0.81 ± 0.10 0.78 ± 0.10 0.78 ± 0.15a 0.90 ± 0.12 0.008

Pao2 (mm Hg) 94 ± 57 119 ± 98 118 ± 80 89 ± 58 0.45

Paco2 (mm Hg) 47.0 ± 10.0a 39.1 ± 7.4 40.6 ± 9.3 35.8 ± 8.0 0.004

Arterial pH 7.30 ± 0.08a,b 7.40 ± 0.06 7.36 ± 0.09 7.41 ± 0.08 < 0.001

p = p value of the one-way analysis of variance, NA = not available, VMco2 % = amount of extracorporeal Co2 removal expressed as percentage of total Vco2, 
VMco2 = absolute value of extracorporeal Co2 removal expressed in mL/min, VLco2 = Vco2 of the sheep, VTOTco2 = total Vco2, VLo2 = oxygen uptake of the sheep, 
VTOTo2 = total oxygen uptake (sheep + extracorporeal gas exchange, VMo2 did not change with gas flow and was considered constant for each sheep), MV 
reduction = reduction in minute ventilation expressed as % of control values, MVALV reduction = reduction in alveolar minute ventilation expressed as percentage 
of control values, ∆Pes = esophageal pressure swings (available in 10 animals).
ap < 0.05 vs. 81–100%.
bp < 0.05 vs. 61–80%.
Experimental measurements were divided into four categories of extracorporeal Co2 removal: 0%, 1–60%, 61–80%, and 81–100%, expressed as percentage 
of total metabolic Co2 production. The average value for each sheep of data obtained at 0 L/min of gas flow, that is, VMco2 of 0 mL/min (0% of VTOTco2), was used 
for analysis.
Data are expressed as mean ± sd.
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reduction in respiratory rate. On the contrary, in sheep with 
ARDS, the reduction in minute ventilation was caused first by 
a reduction in respiratory rate and only for higher values of 
V

M
co

2
 also by a reduction in tidal volume.

Recorded tidal volumes without ECGE (GF = 0 L/min) were 
between 8 and 9 mL/kg in healthy sheep and between 5 and 
6 mL/kg in sheep with ARDS. In fact, spontaneous tidal vol-
umes recorded in sheep with ARDS could be considered “pro-
tective” for mechanical ventilation (32).

However, in injured animals at 0 L/min of GF, ∆P
es

 (a 
surrogate for transpulmonary pressures) was 24.7 ± 8.7 cm 
H

2
O, which corresponds to a dynamic variation in trans-

pulmonary pressure very close to the one recorded in static 
conditions in healthy animals when inflating the lung from 
functional residual capacity to total lung capacity (Fig. 1). If 
we assume that the portion of the lung still viable for ven-
tilation, that is, the “baby lung” (33), has similar anatomical 
and physiological characteristics of healthy alveoli, we might 
hypothesize that those lung units were subject to a deforma-
tion that approached their own total capacity and that they 
could therefore be potentially subjected to cellular stress 
failure (34). Indeed, several studies that investigated spon-
taneous hyperventilation, be it experimental (35, 36), exer-
cise-related (37, 38), or clinical (39), discussed the potential 
role of spontaneous alveolar stretching in the development 
of pulmonary edema that in fact did not differ from venti-
lator-induced lung injury. We must therefore be very cau-
tious in assuming that the risk of ventilator-induced lung 
injury could be eliminated through the use of ECGE and the 
avoidance of mechanical ventilation, as spontaneous ventila-
tion per se could also be potentially injurious (“ventilation-
induced lung injury”). Furthermore, it is very important to 
underline the fact that sheep with ARDS reduced esopha-
geal pressure variations and tidal volume only when very 
high amounts of Co

2
 (> 80% of total Vco

2
) were removed 

extracorporeally.
It might be of interest to speculate on the mechanisms that 

caused these high pleural pressure swings and this response 
pattern to extracorporeal Co

2
 unloading. On the one hand, 

due to edema accumulation and lower lung compliance, higher 
pleural swings were necessary to be able to ventilate the injured 
lung. On the other, it is conceivable that other factors, for 
example, lung receptor activity, were involved. Indeed, while 
the control of breathing has been extensively studied in physi-
ological conditions (40, 41), less is known about pathological 
situations in which neural pathways that are usually silent in 
physiological conditions may be active (18, 19).

In the present study, we have not evaluated the activity of 
pulmonary receptors or vagal afferents; however, we clearly 
observed, a few seconds after the injection of OA, the clinical 
manifestations of the pulmonary chemoreflex, that is, apnea 
and bradycardia followed by rapid shallow breathing. These 
phenomena have been attributed to the simultaneous activa-
tion of bronchopulmonary C-fibers (J-receptors) (42, 43). It is 
therefore likely that, because of both direct chemical activation 
and the ensuing activation caused by lung congestion, collapse, 
and microembolization (44), the activity of unmyelinated pul-
monary fibers and other lung receptors was increased through-
out the second study phase (ARDS) (18).

The role of cytokines in the pathogenesis of OA-induced 
ARDS is still debated (45). Indeed, some studies reported an 
increase in cytokines (46, 47), while others did not show any 
significant variation (48). Interestingly, we observed a reduc-
tion in several plasma cytokines (Table 4). These results are dif-
ficult to explain and their interpretation is of pure speculative 

Figure 3. Variations in respiratory rate (expressed as % of control 
measurements) caused by different amounts of extracorporeal Co2 
removal expressed as percentage of total Co2 production. Experimental 
points were grouped in three categories of extracorporeal Co2 removal: 
1–60%, 61–80%, and 81–100%. Black bars represent healthy sheep, 
while hatched bars represent sheep with acute respiratory distress 
syndrome. A two-way analysis of variance was performed (p = 0.01). Data 
are expressed as mean ± se.

Figure 4. Variations in tidal volume (expressed as % of control 
measurements) caused by different amounts of extracorporeal Co2 
removal expressed as percentage of total Co2 production. Experimental 
points were grouped in three categories of extracorporeal Co2 removal: 
1–60%, 61–80%, and 81–100%. Black bars represent healthy sheep, 
while hatched bars represent sheep with acute respiratory distress 
syndrome. A two-way analysis of variance was performed (p = 0.001). 
Data are expressed as mean ± se.
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nature: on the one hand, it is possible that OA induced cellular 
lysis (reduction in WBCs) with ensuing reduction in circulat-
ing inflammatory mediators; on the other hand, a “cytokine 
catching” effect of the ML might be hypothesized.

Some important limitations of the present study need to 
be mentioned. First, the intrinsic limitations of the OA model 
need to be kept in mind (45). Indeed, the fact that inflamma-
tion is not a clear feature of the OA model limits the clinical 
translatability of our results to human ARDS.

Furthermore, we need to point out the relative short dura-
tion of the observations once ARDS was induced. In fact, we 
studied only the acute phase of ARDS. We therefore do not 
know if other factors could have a role in determining the respi-
ratory pattern and response to extracorporeal Co

2
 removal in 

later stages of the disease.
In conclusion, the rationale to use ECGE for the treatment 

of ARDS in spontaneously breathing patients as an alternative 
to mechanical ventilation is strong as it would allow to avoid 
several mechanical ventilation–associated side effects. Indeed, 
ECGE could be used both as first-line treatment in nonintu-
bated patients with ARDS and to accelerate the weaning pro-
cess in already intubated patients with respiratory failure. The 
risks associated with ECGE, especially bleeding and membrane 
failure, however, need to be kept in mind. Finally, in this sce-
nario, a somewhat new player, namely spontaneous breathing, 
would enter in the arena of the ICUs.

This study sheds light on some aspects of the use of veno-
venous ECGE in spontaneously breathing patients with ARDS, 
but a deeper understanding of the pathophysiology of spon-
taneous breathing during ARDS and of the potential harm 
caused by high pleural pressure variations is warranted in 
order to be able to propose ECGE as a safe and valuable alter-
native to mechanical ventilation for the treatment of patients 
with ARDS.

ACKNOWLEDGMENTS
We are grateful to Tillman Schwab (Clinical Director, Maquet 
Cardiovascular Global) and Brian Osswald (Vice President, 
Maquet Cardiopulmonary, USA) for providing the Cardiohelp 
and the HLS Circuits used in this study; Peter Herrmann, PhD, 
and Michael Quintel, MD, PhD, from the Department of Anes-
thesiology of the University of Göttingen, Germany, who kindly 
provided Maluna, the software used for lung quantitative analy-
sis; André Cap, MD, PhD, Nicolas Prat, MD, Beverly Schaffer, 
and Chryselda Fedyk for plasma cytokine analysis; James K. 
Aden, PhD, and Eleonora Carlesso, PhD, for statistical support; 
and Michael Lucas, Rachael Dimitri, Kerfoot P. Walker, Corina 
Necsoiu, MD, Belinda Meyers, Johnny Nelson, Alisa Leon, Wil-
liam L. Baker, and John Lizama for technical support.

REFERENCES
 1. Brodie D, Bacchetta M: Extracorporeal membrane oxygenation for 

ARDS in adults. N Engl J Med 2011; 365:1905–1914
 2. Davies A, Jones D, Bailey M, et al: Extracorporeal membrane 

 oxygenation for 2009 influenza A(H1N1) acute respiratory distress 
syndrome. JAMA 2009; 302:1888–1895

 3. Noah MA, Peek GJ, Finney SJ, et al: Referral to an extracorporeal 
membrane oxygenation center and mortality among patients with 
severe 2009 influenza A(H1N1). JAMA 2011; 306:1659–1668

 4. Peek GJ, Mugford M, Tiruvoipati R, et al; CESAR trial collaboration: 
Efficacy and economic assessment of conventional ventilatory sup-
port vs. extracorporeal membrane oxygenation for severe adult respi-
ratory failure (CESAR): A multicentre randomised controlled trial. 
Lancet 2009; 374:1351–1363

 5. Crotti S, Iotti GA, Lissoni A, et al: Organ allocation waiting time dur-
ing extracorporeal bridge to lung transplant affects outcomes. Chest 
2013; 144:1018–1025

 6. Fuehner T, Kuehn C, Hadem J, et al: Extracorporeal membrane oxy-
genation in awake patients as bridge to lung transplantation. Am J 
Respir Crit Care Med 2012; 185:763–768

 7. Javidfar J, Brodie D, Iribarne A, et al: Extracorporeal membrane oxy-
genation as a bridge to lung transplantation and recovery. J Thorac 
Cardiovasc Surg 2012; 144:716–721

 8. Olsson KM, Simon A, Strueber M, et al: Extracorporeal membrane 
oxygenation in nonintubated patients as bridge to lung transplanta-
tion. Am J Transplant 2010; 10:2173–2178

 9. Abrams DC, Brenner K, Burkart KM, et al: Pilot study of extracorpo-
real carbon dioxide removal to facilitate extubation and ambulation 
in exacerbations of chronic obstructive pulmonary disease. Ann Am 
Thorac Soc 2013; 10:307–314

 10. Crotti S, Lissoni A, Tubiolo D, et al: Artificial lung as an alternative to 
mechanical ventilation in COPD exacerbation. Eur Respir J 2012; 
39:212–215

 11. Rehder KJ, Turner DA, Hartwig MG, et al: Active rehabilitation during 
extracorporeal membrane oxygenation as a bridge to lung transplan-
tation. Respir Care 2013; 58:1291–1298

 12. Turner DA, Cheifetz IM, Rehder KJ, et al: Active rehabilitation and 
physical therapy during extracorporeal membrane oxygenation while 
awaiting lung transplantation: A practical approach. Crit Care Med 
2011; 39:2593–2598

 13. Hoeper MM, Wiesner O, Hadem J, et al: Extracorporeal membrane 
oxygenation instead of invasive mechanical ventilation in patients 
with acute respiratory distress syndrome. Intensive Care Med 2013; 
39:2056–2057

 14. Kolobow T, Gattinoni L, Tomlinson TA, et al: Control of breathing 
using an extracorporeal membrane lung. Anesthesiology 1977; 
46:138–141

 15. Phillipson EA, Duffin J, Cooper JD: Critical dependence of respiratory 
rhythmicity on metabolic CO2 load. J Appl Physiol Respir Environ 
Exerc Physiol 1981; 50:45–54

 16. Kubin L, Alheid GF, Zuperku EJ, et al: Central pathways of pulmo-
nary and lower airway vagal afferents. J Appl Physiol (1985) 2006; 
101:618–627

 17. Widdicombe J: Reflexes from the lungs and airways: Historical per-
spective. J Appl Physiol (1985) 2006; 101:628–634

 18. Lin S, Walker J, Xu L, et al: Behaviours of pulmonary sensory recep-
tors during development of acute lung injury in the rabbit. Exp Physiol 
2007; 92:749–755

 19. Trenchard D, Gardner D, Guz A: Role of pulmonary vagal afferent 
nerve fibres in the development of rapid shallow breathing in lung 
inflammation. Clin Sci 1972; 42:251–263

 20. Abraham WM, Watson H, Schneider A, et al: Noninvasive ventila-
tory monitoring by respiratory inductive plethysmography in con-
scious sheep. J Appl Physiol Respir Environ Exerc Physiol 1981; 
51:1657–1661

 21. Protti A, Cressoni M, Santini A, et al: Lung stress and strain during 
mechanical ventilation: Any safe threshold? Am J Respir Crit Care 
Med 2011; 183:1354–1362

 22. Gattinoni L, Caironi P, Pelosi P, et al: What has computed tomogra-
phy taught us about the acute respiratory distress syndrome? Am J 
Respir Crit Care Med 2001; 164:1701–1711

 23. Vecchi V, Langer T, Bellomi M, et al: Low-dose CT for quantitative anal-
ysis in acute respiratory distress syndrome. Crit Care 2013; 17:R183

 24. Langer T, Vecchi V, Belenkiy SM, et al: Pressure-guided positioning 
of bicaval dual-lumen catheters for venovenous extracorporeal gas 
exchange. Intensive Care Med 2013; 39:151–154



Langer et al

e220 www.ccmjournal.org	 March	2014	•	Volume	42	•	Number	3

 25. Gemer M, Dunegan LJ, Lehr JL, et al: Pulmonary insufficiency induced 
by oleic acid in the sheep: A model for investigation of extracorporeal 
oxygenation. J Thorac Cardiovasc Surg 1975; 69:793–799

 26. Hirschl RB, Parent A, Tooley R, et al: Liquid ventilation improves pul-
monary function, gas exchange, and lung injury in a model of respira-
tory failure. Ann Surg 1995; 221:79–88

 27. Gattinoni L, Iapichino G, Kolobow T: Hemodynamic, mechanical and 
renal effects during “apneic oxygenation” with extracorporeal car-
bon dioxide removal, at different levels of intrapulmonary pressure in 
lambs. Int J Artif Organs 1979; 2:249–253

 28. Isgrò S, Zanella A, Sala C, et al: Continuous flow biphasic posi-
tive airway pressure by helmet in patients with acute hypoxic respi-
ratory failure: Effect on oxygenation. Intensive Care Med 2010; 
36:1688–1694

 29. Wrigge H, Zinserling J, Neumann P, et al: Spontaneous  breathing 
improves lung aeration in oleic acid-induced lung injury. Anesthesiology 
2003; 99:376–384

 30. Niklason L, Eckerström J, Jonson B: The influence of venous admixture 
on alveolar dead space and carbon dioxide exchange in acute respira-
tory distress syndrome: Computer modelling. Crit Care 2008; 12:R53

 31. Field S, Kelly SM, Macklem PT: The oxygen cost of breathing in 
patients with cardiorespiratory disease. Am Rev Respir Dis 1982; 
126:9–13

 32. Ventilation with lower tidal volumes as compared with traditional tidal 
volumes for acute lung injury and the acute respiratory distress syn-
drome. The Acute Respiratory Distress Syndrome Network. N Engl J 
Med 2000; 342:1301–1308

 33. Gattinoni L, Pesenti A: The concept of “baby lung”. Intensive Care 
Med 2005; 31:776–784

 34. Vlahakis NE, Hubmayr RD: Cellular stress failure in ventilator-injured 
lungs. Am J Respir Crit Care Med 2005; 171:1328–1342

 35. Mascheroni D, Kolobow T, Fumagalli R, et al: Acute respiratory failure 
following pharmacologically induced hyperventilation: An experimen-
tal animal study. Intensive Care Med 1988; 15:8–14

 36. Yoshida T, Uchiyama A, Matsuura N, et al: Spontaneous breathing 
during lung-protective ventilation in an experimental acute lung injury 

model: High transpulmonary pressure associated with strong sponta-
neous breathing effort may worsen lung injury. Crit Care Med 2012; 
40:1578–1585

 37. Hopkins SR, Schoene RB, Henderson WR, et al: Intense exercise 
impairs the integrity of the pulmonary blood-gas barrier in elite ath-
letes. Am J Respir Crit Care Med 1997; 155:1090–1094

 38. Erickson BK, Erickson HH, Coffman JR: Pulmonary artery, aortic and 
oesophageal pressure changes during high intensity treadmill exer-
cise in the horse: A possible relation to exercise-induced pulmonary 
haemorrhage. Equine Vet J Suppl 1990; 9:47–52

 39. Schmidt UH, Hess DR: Does spontaneous breathing produce harm 
in patients with the acute respiratory distress syndrome? Respir Care 
2010; 55:784–786

 40. Caruana-Montaldo B, Gleeson K, Zwillich CW: The control of breath-
ing in clinical practice. Chest 2000; 117:205–225

 41. Duffin J: The role of the central chemoreceptors: A modeling perspec-
tive. Respir Physiol Neurobiol 2010; 173:230–243

 42. Anand A, Paintal AS: Reflex effects following selective stimulation of 
J receptors in the cat. J Physiol 1980; 299:553–572

 43. Coleridge HM, Coleridge JC, Green JF, et al: Pulmonary C-fiber stim-
ulation by capsaicin evokes reflex cholinergic bronchial vasodilation in 
sheep. J Appl Physiol (1985) 1992; 72:770–778

 44. Roberts AM, Bhattacharya J, Schultz HD, et al: Stimulation of pulmo-
nary vagal afferent C-fibers by lung edema in dogs. Circ Res 1986; 
58:512–522

 45. Schuster DP: ARDS: Clinical lessons from the oleic acid model of 
acute lung injury. Am J Respir Crit Care Med 1994; 149:245–260

 46. Chen HI, Hsieh NK, Kao SJ, et al: Protective effects of propofol on 
acute lung injury induced by oleic acid in conscious rats. Crit Care 
Med 2008; 36:1214–1221

 47. Ito K, Mizutani A, Kira S, et al: Effect of ulinastatin, a human urinary 
trypsin inhibitor, on the oleic acid-induced acute lung injury in rats via 
the inhibition of activated leukocytes. Injury 2005; 36:387–394

 48. Rosenthal C, Caronia C, Quinn C, et al: A comparison among animal 
models of acute lung injury. Crit Care Med 1998; 26:912–916


